The vertical axis indicates extent of RNA quantified by real-time RT-PCR. The RNA copy numbers found in the 0.05ml of the supernatant (left panel) or 1/50 of the total RNA extracted from the infected cells (right panel) are shown.
Materials and Methods

Construction of DNA
The MluI-to-XhoI, AflII-BstBI, and XhoI-to-BstBI fragments of pT7 MNV S7 encompassing MNV nucleotide number (n.t.#) 229-4697, 2250-7012, and 4668-7012, respectively, were replaced to the sequence found in the MNV stocks of early passage. The fragments generated by RT-PCR using primers, MluI FW and XhoI RV, AflII FW and BstBI RV, and XhoI FW and BstBI RV (see Table 1 ), were replaced to that of pT7 MNV S7 using MluI-XhoI, AflII-BstBI, and XhoI-BstBI, restriction sites, generating pT7 MNV MX, pT7 MNV AB, and pT7 MNV XB, respectively.
Generation of recombinant virus, infection to RAW264.7 cells, and quantification of viral RNA.
The recombinant virus bearing the respective sequence was made by RNA-based reverse genetics system as described in the text. The supernatant of RAW264.7 cells infected by the recombinant virus made by transfecting the RNA to 293T cells was extracted for viral RNA by QIAamp viral RNAmini kit (Qiagen) and quantified for viral RNA by real-time RT-PCR as described in text. The viral preparation was adjusted to contain equal concentration of viral RNA and infected to RAW264.7 cells with about 1000 copies per cell. The cells and the conditioned medium was taken at 12, 24 and 36 hours post-infection and extracted for RNA using Isogen II (Takara) and QIAamp viral RNA mini kit (Qiagen), respectively. The viral RNA present in the respective samples was quantified as described in the text. 
